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Figure 1 

METHOD FOR SEPARATION OF 
SUPERCOILED PLASMID DNA FROM RELAXED PLASMID DNA 



Solution containing 
a mixture of 
superceded and 
relaxed form 
of plasmid DNA 




Add appropriate 
amount of 
ammonium sulfate 
to 3M concentration 



Measure resin to 
obtain -30 cm final '. 
packed column height; 



Load sample 



Wash with 3M 
AS in buffer 



Slurry resin in 3M 
ammonium sulfate r 
buffer 
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Equilibrate resin with 
3M AS + buffer at 
linear velocity of 
60 cm/hr 




Pack resin at • 
120 to 150c.n/hr iinear 
velocity 









Relaxed 
plasmid DNA 



Supercoiled 
plasmid 
DNA 



Xoilecf 
2.4M AS 
Elution 



'Collecr 
2M AS 
Elution 



JWash with 2.4M 
I AS in buffer 



Wash with 2.0M 
AS in buffer 



STEP ELUTION 
MODE 



Collect 
Flow 
sThrough 



Collect 
Wash 



Apply a gradient from 3M to 1M 
over atleast 6 volumes 



Collect 
Peak 1 



Collect 
Peak 2 



Relaxed 
plasmid DNA 



Supercoiled 
plasmid 
DNA 



GRADIENT 
ELUTION MODE 



Figure 2: 

Butyl HIC resin bead 



methacrylate 
and ethylene glycol copolymer 
bead 
(35 jim bead) 



Hexyl HIC resin bead 




Octyl HIC resin bead 



Figure 3 

Method for endotoxin removal from plasmid DNA solutions 




Butyl HIC Gradient Elution 




Figure 4 : Chromatogram for the separation of relaxed and supercoiled plasmid DNA using 
Butyl Hydrophobic Interaction Chromatography - Gradient Elution (Example 5). Inset: 
Scanned Photograph of Agarose Gel Electrophoresis of samples stained with SYBR Gold 



Figure 5: Chromatogram for the separation of relaxed and supercoiled plasmid DNA using 
Butyl Hydrophobic Interaction Chromatography - Gradient Elution - Long column (Example 
6). Inset: Scanned Photograph of Agarose Gel Electrophoresis of samples stained with SYBR 
Gold 
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Figure 6: Chromatogram for the separation of relaxed and supercoiled plasmid DNA using 
Butyl Hydrophobe Interaction Chromatography - Step Elution (Example 7). Inset: Scanned 
Photograph of Agarose Gel Electrophoresis of samples stained with SYBR Gold 
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Figure 7: Chromatogram for the separation of relaxed and supercoiled plasmid DNA using 
Hexyi Hydrophobic Interaction Chromatography - Gradient Elution Long column (Example 
8). Inset: Scanned Photograph of Agarose Gel Electrophoresis of samples stained with SYBR 
Gold 
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Figure 8: Agarose Gel Electrophoresis of samples SYBR GOLD stained, 
wherein, from left to right, Lane lcontains a Marker; Lane 2: Load; Lane 3: 
Wash 1; Lane 4: Wash 2; Lane 5: Wash 3: Lane 6 : 1M Elution 2; and Lane 7: 
Water elution 



